(a) Cell lysates of NIH3T3 cells, BMDM and splenic macrophages were subjected to western blot using anti-GIT1 and anti-GAPDH antibodies. (b) GIT1 expression in BMDM from wild-type and GRK6-deficient mice were detected by western blot using anti-GIT1 antibody. Representative blots from three independent experiments are shown. GST-fused GIT1 and -casein were subjected to in vitro kinase assay with GRK6 as detailed in Supplementary Methods. The left gel image represents total protein stained with Coomassie Brilliant Blue, and the right gel image shows autoradiography of 32 P labeling. -casein was used as a positive control. Erythrocytes in wild-type and GRK6-deficient mice (n=5-6 in each group) were biotinylated by tail vein injection of EZ-Link Sulfo-NHS-biotin and blood was drawn every week. Erythrocytes isolated were incubated with phycoerythrin-conjugated streptavidin and biotinylated erythrocytes were quantified by flow cytometry. Values represent the mean ± s.e.m. of mice (n=5-6). Ratio of biotinylated erythrocytes at the indicated time points was evaluated. The ratio of biotinylated erythrocytes at the starting point was set to 100%. In brief, objective genes were inserted into pMXs-puro retrovirus vector. Plasmid DNA carrying each gene was introduced by lipofection using Fugene 6 (promega) into
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PLAT-E cells. Two days after transfection, the culture supernatant containing each retrovirus was collected and added on NIH3T3 cells in the presence of polybrene (10 µg/ml) (Sigma). and removed the supernatant. The bacterial pellets were freeze-thawed 3 times and then suspended in a lysis buffer (50 mM Tris-Cl, 500 mM NaCl, 10% glycerol, 1% Triton X-100, pH8.0 at 4 °C) containing 1 mg/ml Lysozyme and protease inhibitor cocktail (Nacalai). The suspension was incubated for 30 min and sonicated followed by centrifugation (4,620 x g for 20 min) at 4 °C. His-radixin or His-moesin in the supernatant was purified by a Ni-NTA His bind Resin (Novagen). GST-GIT1 was purified by a column packed with glutathione-sepharose beads (GE Healthcare). The
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His-tagged proteins were eluted with elution buffer (50 mM Tris-Cl, 100 mM NaCl,
